
 END PIONT product analysis

Traditional method that uses Agarose gels for 

detection of PCR amplification at the final phase 

or end-point of the PCR reaction 



 Exponential: Exact doubling of product is accumulating at every cycle

(assuming 100% reaction efficiency). The reaction is very specific and

precise.

 Linear (High Variability): The reaction components are being consumed,

the reaction is slowing, and products are starting to degrade.

 Plateau (End-Point Gel detection for traditional methods):

The reaction has stopped, no more products are being made and if left long

enough, the PCR products will begin to degrade





 Time consuming (Post PCR processing)

 Poor Precision (Results are based on size discrimination)

 Low sensitivity (The end point is variable from sample to sample. 

While gels may not be able to resolve these variabilities in yield).

 Results are not expressed as numbers

 Non - Automated





 From detection at the end-point of the

reaction to detection while the reaction is occurring



cap

Reaction vessel

thermal

block

sample

lens



Exponential phase

Plateau effect

Rn



9

Real Time Detection: SYBR® Green I
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 Positive and Negative Points

◦ Easy to plan and perform

◦ Cheap

◦ Needs optimization

◦ False signal from primer dimer and non-specific products
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 SYBR Green

 TaqMan Probes 
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 If oligo dT primers are used in RT, the real-time PCR

primers should be picked from the 3’ region of a gene

sequence to gain maximum assay sensitivity.

 If random priming strategy is adopted, real-time PCR

primers should be picked close to the 5’ end of the

target sequence for maximum sensitivity in real-time

PCR.
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Design at least one primer and/or 

probe which crosses one exon

junction


